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This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
and is transmitted to the applicant according to Article 36. 



This REPORT consists of a total of 



. sheets, including this cover sheet. 



I I This report is also accompanied by ANNEXES, i.e., sheets of the description, claims and/or drawings which have 
' — ' been amended and are the basis for this report and/or sheets containing rectifications made before this Authority (see 



Rule 70.16 and Section 607 of the Administrative Instructions under the PCT). 
These annexes consist of a total of sheets. 



This report contains indications relating to the following items: 
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Basis of the report 
Priority 



Non-establishment of opinion with regard to novelty, inventive step and industrial applicability ^^^^ 
Lack of unity of invention 

Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 

Certain documents cited 

Certain defects in the international application ' * 
Certain observations on the international application 
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International application No. 
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I. Basis of the report 



1. With regard to the elements of the international application:* 
the international application as originally filed 

the description: 

pages 

pages 

pages 



□ 



, as originally filed 



filed with the demand 



filed with the letter of 



□ 



the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 1 9 

, filed with the demand 



, filed with the letter of 



□ 



the drawings: 

pages 

pages 

pages 



, as originally filed 



, filed with the demand 



filed with the letter of 



| | the sequence listing part of the description: 

pages 

pages 

pages 



, as originally filed 

_ , filed with the demand 



. . filed with the letter of 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language which is: 

□ 

the language of a translation furnished for the purposes of international search (under Rule 23. 1(b)). 

□ 

the language of publication of the international application (under Rule 48.3(b)). 

1 I the language of the translation furnished for the purposes of international preliminary examination (under Rule 55.2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
preliminary examination was carried out on the basis of the sequence listing: 

contained in the international application in written form, 
filed together with the international application in computer readable form, 
furnished subsequently to this Authority in written form, 
furnished subsequently to this Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 



□ 

□ 
□ 
□ 



been furnished. 



□ 



The amendments have resulted in the cancellation of: 

I 1 the description, pages 

1 1 the claims, Nos. 

1 | the drawings, sheets/fig 



^ I I This report has been established as if (some of) the amendments had not been made, since they have been considered to go 
— beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70.16 
and 70.17). 

** Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this report. 
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Novelty (N) 


Claims 


27-34 
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Claims 


1-26 
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Inventive step (IS) 


Claims 
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Claims 


1-34 




NO 


Industrial applicability (IA) 


Claims 


1-34 
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Claims 
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2. Citations and explanations 



Claims 1-26 

Document 1: Human Molecular Genetics, Vol. 2, No. 10 (1993), pages 1589-1595 

Document 2: Biochemical and Biophysical Research Communications, Vol. 239 (1997), pages 386-391 

Documents 1 and 2 describe serine protease and a DNA encoding it. 

To integrate a DNA in a vector and transfect it into a host cell is considered to be within the ordinary 
ability expected of a person skilled in the art, and it is not considered to be particularly difficult to 
integrate the above DNA in a vector and transfect into a host cell. 

Furthermore, it is considered to be within the ordinary ability expected of a person skilled in the art to 
obtain an antibody against a protein and it is not considered to be particularly difficult to obtain an 
antibody against it from the above-stated serine protease. 

Claims 27-34 

Document 3: WO, 97-24135, Al (LU Tianbao et al.) 5 10 July, 1997 (10.07.97) 

Document 4: US, 5731439, A (The DuPont Merck Pharmaceutical Company), 24 March, 1998 
(24.03.98) 

Documents 3 and 4 describe that serine protease relates to various diseases, and it is considered that a 
person skilled in the art could have easily conceived of using it as an indication of such diseases. 
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Office 
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Washington, D.C.20231 
ETATS-UNIS D'AMERIQUE 



Date of mailing (day/month/year) 
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International application No. 
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International filing date (day/month/year) 
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Priority date (day/month/year) 
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Applicant 
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1 . The designated Office is hereby notified of its election made: 

| X | in the demand filed with the International Preliminary Examining Authority on: 

07 June 2000 (07.06.00) 



| [ in a notice effecting later election filed with the International Bureau on: 
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was not 



made before the expiration of 19 months from the priority date or, where Rule 32 applies, within the time limit under 
Rule 32.2(b). 



The International Bureau of WIPO 


Authorized officer 


34, chemin des Colombettes 


Antonia Mulier 


1211 Geneva 20, Switzerland 
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Telephone No.: (41-22) 338.83.38 
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(54)TitIe: NOVEL SERINE PROTEASE BSSP5 



Proteins having the amino acid sequences represented by SEQ ID NOS: 2 and 4; proteins having amino acid sequences derived from 
these amino acid sequences by deletion, substitution or addition of one to several amino acids; and base sequences encoding the same. 
Transgenic non-human animals with altered expression level of a serine protease BSSP5; an antibody against BSSP5; and a method for 
detecting BSSP5 in a specimen by using the antibody. The BSSP5 thus provided is useable in treating and diagnosing various diseases 
such as Alzheimer's disease (AD), epilepsy, cancer, inflammation, sterility and prostatic hypertrophy and detecting pancreatitis in vanous 
tissues including brain, prostate gland, placenta, testis, pancreas and spleen. 
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#rf-<5 0 -b y y^nf 7-f T?fcSB S S P 5 0HS^^S:^kS-fr 

tLh7^xi?~=-y*&KhWitto* BssP5^t^, &mt&m^z>tii 

&$(DB S S P 5©^^^g«t5. ^mMKX^Omm^tl^BS SP5I1 

ffirsuK, h&k, mnus «t r^WjBR^^^-^Kiiamiz:^ v ^-c: ^ tw^-* 
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V "•/"f&T'T — tf B s S P 5 

FhBSSP5j *3<fcl* r m BSSP5j ir^Fb, M^tO'J Lfc^lft^ 
S P 5&J:T>mB S S P 5 ? >v^ fC& fbt^I h B S S P 5 £>£t>mB S S P 5 
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3 0, 0 0 0UT(DW;&fi>^\ :9^*0*£VMkM@ • ^ • i^/PT 

ir y >7uT7—~ tf(D^>-ir^^ia^i(c:*j"r-5^-y K7" 

KBa^'J* s ^^$tLTV>5 0 Yamamura^ (Yamamura, Y. et 

al. ; Biochem. Biophys. Res. Commun. , 239, 386, 1997 ) , Gschwend h 
(Gschwend, T. P. et al. ; Mol. Cell. Neurosci. , 9, 207, 1997) % Chen£> 
(Chen, Z-L. et al. ; J. Neurosci., 15, 5088, 1995) 43 <£t>^<D{tilCO#|&<D 

- 1 4 9 7 9 0^-(Dia^iJ#-^-3^Hilf^-fey ^aTT— J tf-^— n 
i/^ (Neurosin) tfm^&tlX&V, ^fc— a — ny-yfj; Biochimica et 
Biophysica Acta, 1350, 11-14, 1997CL t^^TV^So «fc «9 iz V >7 

vt-7 -if ate ^ ^fflv>t-a-D;/y^i(: s ^rfe*3 «t vmmm &m 
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3 

AD<Z>B£#:f£»rfii4'Bx DSM-IIIR^^t^INCDS-ADRDAO^iffS^ (Mckhann, G. 
et al. ; Neurology, 34, 939, 1994) DSM-IVcD^KfrSii (American 

Psychiatric Association ; Diagnostic and statistical manuals of mental 
5 disorders, 4th ed, Washington DC, American Psychiatric Association, 

1994) ^S<5Vm:— JftttfclfTfctfLTl^So L*»U ZLtlb<D&&rW&l±s B3?£ 

safe, 7Jisys^^—ffi<DJ&0li&)8T-ei*.ffinh$)¥&itk lsXmm£Wri>RH<^ft 
<t <9 r^^A/fv- #f*flfe3ti-5©W:ffifeTiE:iSft-C*)So MRS 

c t • mr i ®^^©f tffiv^ ^ti'cv''^^^ mcomm^pvLmo&minmnT 

1) ADf^^(7)^m^^^bm¥lJ^^^^^> 2) AD©^WfSflSS:flt*i-rWfltl 
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4 



?L$cA^l£. Apo E4^J;mtil^AD^it^^fe5^a:^^^«#^n 

^^xmm^^tax. ffLv^^^T^#u, jfmL&tfnkr&b&v\, #n 

h ij y ? X&ftn-rzmmt LX^&m^u^T — t? (Rha, S. Y. et 
al. ; Breast Cancer Research Treatment, 43, 175, 1997) t -fc ]) >"7°n 77 

—&<DtpX~r h y y^^^fSlcBB^-i-SfcOi: LT, * p - If * 5 

y— yw*^-^— (u-pa) tfsfc5 0 u-PAii^y/^^)ia« 



WO 00/31243 PCT/JP99/06473 

5 

v-*-t^f«f'ittv^. ^nbfi^co^HU^Mfb. 3S£»»:i3«i:O ! 50f3S*& 

"Ctllf jNHJI&Jffi-^a — ^ If y?M.HHz&g i &&ft^T/i''7Tl&!Jlfi (A F 

P) (Taketa, K. et al. ; Tumour Biol., 9, 110, 1988) *5 «t t^lfifl&iStt ^ > 

^jrcm (cea) iZMtRtpx°jj;<mm£tix\,^ 0 mm-?-$—<D>&m 

^SfflHS-cis^UT^s-fe U y^nfT- tf-c*>3 t hJHH4# y ^ W ^ (h K 

2) «mJi:flS^^^-* — £ Utlt'feSr iM^§i^TV^5o hK 

2 \-Xwltim.m^^ (PSA) CDiE^J<b 7 8 %<Z>tHEH4£W LTJ3 9 > PSA 

^Su^M^^b^-^-^-t LTJ[£<^ffl^t^TV^^ (Mikolajczyk, S. D. 

15 et al. ; Prostate, 34, 44, 1998, Pannek, J. et al. ; Oncology, 11, 1273, 

1997, Chu, T. M. et al. ; Tumour Biology, 18, 123, 1997 „ Hsieh, M. et 
al. ; Cancer Res., 57, 2651, 1997) 0 

25 — tf&iftffc-f-Swir-efcSo 

Kf5 c DNA©^ n--y^l^?i)Lfcc 
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6 

yyofT- ifhBS SP 5 jo J: t^m B S S P 5 7 5 J @elE?lJ:& <fc tfl&T 5 J Wt 

i-fctp*,, gE?"j#-^-2 t^-rr ?y ^2 3 n@a>e>fifc5TsyB&ga?!i (j&i&m 

5 h B S S P 5 (BB^J## 2 , T 5 y Wt&l§r 1—231) ) 43 SiTfflLT 5 7 ®fflE?iJ 

(@E?iJ#-*§- 1 , i^S#^-l 1 0-8 0 2) "CfrSo 

/^So^ftifrfc^tfo &57 5 y M?iJlcllSffft{-«l-r£7 5 y WE&Ukte. 
15 se>{ci. wffim%-4iz.7tt-T$ y^2 3 li^^r^ ymia^J (jtilm 

B S S P 5 (SE?iJ#-*§-4 , T 5 y 1-231) ) *3 «fctf®ET $ y ^ie?ij& 

=3— Ki-5*£SK?'J (iE?"J#-^3, ^#-^-1 3 2-8 2 4) T*fc5o H 

srft (-i^ie^'J J-itfW 5 r ^ y ^ie?ij*5 £ tmicift raiE?ij sr^yi 

20 1? U<n\&$foWh*atf<, 

#fgBJl<£>^ 2 cDMIte, IE^iJ#-^4 ©75/ 3 3 — - 1 \^~tT 5 y 

®e3 3<a*»p>fiJc5T ^ ;mm&\3o£m&T ^ ymmn^^— k-t^^sie^j ®e 

3W§-3, 3 3-131) -CfcSo ^®^{^ia^J^^i- 575 y|£IE 

^J:t>^«^)(^iE^J^^-r5T5: y^IE^J^^- K-t-£*MIE?iJ<b^tfo 
25 $ M::n^(D75 y^lE^J^^-T-5^ v^«<z>4l?«i#'b*&t?o 

^mcom 3 <D^{i, »mB S S P 5 7 5 y $?IE?U (IE^lJ##4) ON 

IE?IJ#"^ 4 \Z.7frt- 3 3 1 * X*(D 3 3 i©7 5 y SfeiWAn $ Hfc. 

7 5 y^2 6 4{@/^ibj&57 5 y^SE^J (BUlMmBSSP5 (IE?"J#-*§- 4 , 
7 5 y 3 3-2 3 1) ) $S&VffiLT 5 y ^£ = — Ki"5 (ME^J 
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7 

^m<Dm 5 <0flB«fcfc, 14 (7)^<D?F^l5^»^f5 B S S P 5 ^ 
10 Sr»{ig-r5*fe-Cfe5o 

*3SWO»6<^fl8«tt, B S S P 5*g J ? : <733gmw<^££ffc£*fc 

^m<om 7 (DflgflSfct, B S S P 5 ^ W^K^fcfi-^^KfrK-^^i-SlTL^ 
15 *«W©^8©|gtSEttx &7(Dl&«©^#&JB^5&#*0>B S S P 5 * 

#^<D^9<7)&M=ilte. B S S P 5 ^^^SSr-g-tf^ft^Wf-^— *~"C*> 

So 

#3PJtf>fll 0©ll(t BS SP 5*^*SC»S£ifflJ£i"2>-£fc<fc5fflS 
20 i^^m^fe. B S S P 5^^^f tfctt^roiitl^tS^^tfi^© 
ttHtfFk $ b(«<Of ffiffl«^tt^(t5B S S P 5*>^S©4£ffl 

fc, *W3KB#tc:*3V>-C, 4#iSLft#RR!K BSSP5, hBSSP5, raBSS 

P5i:ii Jtietc^u/c^-T^ ;W®ffl&*"f-z>*>''**V:&'£t*i><Dk'*z> 0 
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8 

ilit human multiple tissue blotlgSrffiV^y' iFi^n y h<D&%:&7Mr 

5 -ruiT'foSo 

14(1 I»J4©M{-<t5/7^^ KO*l6iaS:^i-E|-C&5o 
E5f± 4 Sftc*3tt5B S S P 5©#S^TtiT'&5„ 

1611 7S> hlfflfc^/WCjfcttSlfiL't'BS S P 5^<DMj£^-TII]-C#>6o 

10 

^^BJ<Dh B S S P 5fcL<ttmB S S P 5£ = — Ki~SifeSia^Jtt, fiE*^ 
^^f?rl§J|Lt^5W^mRNA^illtt, ffr&t;: <t «9 H^llDN Aid 

15 h • igfl^yl'V"? Aj£ (Chirwin, et al. , Biochemistry, 18, 5294, 1979) ^ 

*fflV>5wt*Sl?f 5. ^RNA*»b©sKy (A) +RNA©BIttt!J^ (d 

t#e>tLfiRNA^ftS(ar, 3' (A) ^mm^^ 

20 !)J (dT) f fcl45 ^y7>T-r-ife5^tth B S S P 5 t U< limB S S 

p 5<dt^ ymmmo)— m^n^-r^^v i^^-k^^-^— t u 

Tite?iiT«L, Lt# htltLm R N A lH*B*&ttfcD N A-bt< 

ttcDNA^b^5M7*!J y K©mRNAKI:, ^tlf'f-. =« U (E. 
coli) RN a s e H x ^-..nU DNA^ V ^ if 1 , -f — . = !J DNA 
25 V tfT^JSU DNAlCfin^^tJ;^ l*icDNA*#5wi 

hBSSP5tt<(imBSSP5 iHS^&£I£?iJ3: t> t L/c^-r 
— SrJBV^-C, hBSSP5t)L<fimBSSP5MWy (A) +RNA5: 
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9 

CRia?)f, hBSSP 5feL<ttmB S S P 5 m^^^l* h t l^zf v 

T*#<5 0 ^IPJOiUH-^-te, ^ifi*^*-Y5^ (Mattencci, M. D. et 
al., J. Am. Chem. Soc. , 130, 3185, 1981) ^O^^b^J&£/BV^3ri£f- 

±lE£D<fc 0 dL-Cttibnfch B S S P 5 JfclimB S S P 5jt^£rffi^T, 

/if V • T'n s, hfi?^c7)^, h B S S P 5 f«IiT*B^.^^ mB S S P 
5 liiiT'iS^ife b^fdo RT - P C RM#r(Vm^te\,^Xte, hBSSP 
5 m&J&Dm. &£V i J&A<Dfe^Xm%Lfcm£>tbtl, mB S S P 5 fifr^^ 

^ISWcoB S S S P 5*5J;t^-tnS:=«— Ki-SJS^ff*, ^©flil©*!*^ 

^Bffcifij/H-e^ ^tfrft^fc^o • $M£ • ffifc^hffibfrn 

SSP5(1 7 y h^^7 i VMC*D^TlfiL> : P^c7)±#^j6P J n, E£|fc<D&ffl 

t hgf^-feU ^7°u^T— tf (hBSSP 5) ©^iif47$/i2 3li^ 
<bJ&«9. ^^BtD^BrT-^ (mBSSP5) «II4T$yt2 
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10 

@a^ij#-^ 2 ©7 ^ y mm^- 1 ~ 2 3 1 ic^-rr ^ j m^mr ^;i23ii 

5 h B S S P 5^1I&5^ij:M^y/^f tfc^ ^ntr^-K-r 

-5Ie?ij#-^- 1 ^±^s#-^ 110-802 [Z7jk-t^mmm±m.&m 6 9 3®^^^ 

5o #3§^#ibteh B S S P 5<D$S&M* WN°^MroT5: / ^I£W<7)N3fc^cD 

^n^^t^mmvx^^^K mm^z^r ^ 1 -2 3 1 ^1-^ 

10 #W£L-V\ 

br&z> 0 *&m#btemB s s p 5(Df&mm?^;<?'M(nT^ymmn% i <DNm 

4 07;/i#f- 33- — 1 it^l/yn^fc^V^i^P^-Cfo^, 757 
^?#-5§— 33-231 lZ^-fT 5 / ^lE^Jf*. m B S S P 5 ^ «<DftulE#: 

^mm<D^>-^m(D^^i-^my)±x^m^^^^ 0 

4 iZTjk-t h BSSP5^)l<limBSSP5 J&fMI? ^ 0 ^K<7)N^T 5 / 
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11 

(Grantham, R. et al., Nucleic Acids Res., 9, r43, 1981) 0 fi£oT, =» K 

^^^Afe (Mark, D. F. et al. , Proc. Natl. Acad. Sci. USA. , 81, 5662, 
1984) mK&oXft? ^k&X$Z> 0 

M6*J^*MBayJi:^yy ^XtSiiM, *»o-t<z>^SiEy!l^«toT=i 
— K&ftS^'-^WtfS^Sfl^.fcS h B S S P 5 fcKiimB S S P 5 £ IW 
©'l4lt*^ri _ SIS«9. ^(DDNAtiW^(Ict5DNA(^f $tl5 0 ^hV^ 

it^^h ^m^Tx^mm^^ -? y *v x-rs - £ se^jm:* 

^l^ltS* h y h 5XSSC, 5%^:^— 

h^?^ (0. 1% BSA, 0. 1% Ficol 1400, 0. 1% PVP) , 
0. 5% SD S*3it)!2 0 M/m 1 W^DNAmt5S»t 
3 7°C(£T— h U o^-C^?£^-C0. 1% SDS^T2xS 
SCXmft-rZ>2kfcX&Z> 0 S SC<E>ftb(9 KMlS SPE^ffllttJ:^, 

iayy## i u< tt 3 ©v^na^sEis©^^]^^^ h b s s p 5 

t) b< temB S S P 5 ite^-Srtfem-rSfcfe^^o— ■XSrK^i-Sd £aS"C#5 0 
£s£:3£-r 5 r £ §0 "b;ftfcIH?iJ£ t £ i-^n — "/^^^ -v— £rt3:3£ 
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fijffl-rs ^ t a*-?* So &5 w*p c Ro^^M^^K^i-fUffl-rs £ a* 

Kta ioo 4S*d»f>^S©S £ "C£> 5:t ^M* Lv \, 

£<bC:, :*3891;& s l§#H-5 hBSSP5fcL< temB S S P 5©cDNAi;S 
Id^iJlCg^^T, ^^t-#^Ei"S h B S S P 5 L< ttmB S S P 5 fft^f- 

10 te^M^F 6 - 1 8 1 7 6 7^ J. Immunol., 155, 2477, 1995, Proc. Natl. 

Acad. Sci, USA., 92, 3561, 1995) ^k^&<D&fe^Z.fl16<DU&&&.V>Wfr 

15 Aiist^f 9„ 

-<^^— Inv i trogen»pBAD/Hi s, pRSE 
TA, pcDNA2. 1 % p'TrcHi s2A, pYES2, pBlueBac 
25 4 . 5, pcDNA3. 1, pSecTag2, No v a g e n|JH©pET, 

pBAC, PromegattlOpGEM, S t r a t a g e n efiSWpB 1 
u e s c r i p t I I fcL< fctF a r ma c i att|©pGEX s pUC 1 8/ 
19, pFastBACl (G I B C OttM) #$8W©* SSrlS^b 
#5^**— Tfcftf*#f:iP£££ftfcV\&^ £f£L<te, mte^JISttOpCR-I 
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i-topo^^- *3«fct^ jSaittfcA^U&SSSm^*-. «^PS 

e c T a g 2A^^^- pSecTag2 B^<^^— (Invitrogen 

5 * o v r <7»HMff ^«E^ii/^T?«l6 L /c * * Rism^ * * - 

-fjv^ T a g^Sia^iJt L-C?Ky t^^^S:=»— K-TS&SIB^K #JBJr5Tffi*ft 
5, 7^7 g£H?iJ A s p-As p — As p — As p-Ly s £: => — Ki" SiftSBE 

us, ^zz.i>^<n$4 ='&5&<Dimffi,fcmf bti& 0 0Ox.ii, cho», cos 

*fflfl$> BHK» VeroflMS, *aiD— ^iHHUS, HEK2 9 3W, HeL 
afflfo. J u r k a t « N £ * L -*V*C 1 2 v^7FM3 

Amm. -7?*mmMBj&> iNf^is* s 2, sf 9, sf 21, h 

i g h F i v e™ *Wftl*tJ:i3»t5^«5itt. 
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^gtltch B S S P 5$fclimB S S P 5 h B S S P 5 ^fcJSmB 

s s p 5<Dmmmzhm-fz>o mmmm. z^^t^^m, mmh. 

^po^feic: «t o xff o z. b &x% 5 0 

^fg^fi, hBSSP5^L<iimBSS P 5 *^<D|ggi. W<^£rMi£-£: 
tzh^^^^^^vfftt hmWlZ.mirZ> 0 ~^X\ hBSSP5tL<l±mB 
S S P 5it^<tte, h B S S P5t)L<ttmB S S P 5£^— VTZ c DNA, 

hBSSP5^L< tamB S S P 5 »1lf£fc^f3:3§gLl$fit5<»3E, h B S S P 
5 h L< fimB S S P 5&m^%t^m£ft&&&(D*%-XJ*ft%Ws 
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15 

L-CMfri-iA$n, -tO^JCit^Kt LTfci§£;M#£»J^:: t % 

10 ^^tpJKaoS^^^-r^o h7^Xi?^~y?W}m±, hB 

SSP5fcL< [imBS S P 5 l^te3g5?J$®i<7)#F^ t MdjoV^T 

S$H?!g4 8 7 3 1 9 1-?-) , Ett#*BJ& (E Sftfllft) ^ 

^5t53t'e j f-S:*A-t-5ae j ?-j|satfex.fe"t?*>S (M. Lavitranoet Cell, 57, 
717, 1989) 0 th%>^Yt'<*7-)) Tj-yr — isP KDc re/1 oxP!) = ^tf 
-7- — tf ^-^1^ 5/^7 u-v^firX ♦ ir U fcfv^T^- (Saccharomyces cerevisiae) <D 
25 FLPU zj^f-^— t?3M$te«fcS i n v i v o K:fctt5lFM£4«W3te^*l. 
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16 

io isto-^?^ «j«fWj^3fe*rfe-^ «^^«Pdsffii / >f > ^xSo 

v-a oj!^£QlA-f 6o ^AL/ci^^^PW^M-rfc 

#><7>«3 (f&MliHf-e?*^) &fflj&U -Ei-MLT^l 0-1 

M^SffilfB^b^y ADNASrtttiiU IMF >&cfc£VM3:P C R&d J; «9 
*«K©/ ytTt? b-^VXte. raBSSP 5 SUH^Hf^^^S J: 9 

K&ssjh/fc *>©-?*> a ■«, j vvtv h^v*tfeimm*&®:z-8imz& q&m 
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iEffi-v^^Sr^iHi-S^, —X<Dtttt&&*<o±x&&&-tfim£iri>*-^ ^ 

JfcOilSincte P C R IfAJte^W— fflii: 

2£3PJf£*/c, hBSSP5feL< temB S S P 5 £fg|§H~5£tf$ :; £:ii#rf 5 0 

^J*^S^^^K*^tt*^Wf>i"t-*N-S&i*dS'&*nSo h B S S P 5 
KlimBSSP 5 *fctt ; e<0»f>T*^*l"i"5Si* (#J*.tf#!J * TvUftfo 

L < iimB S S P SULlHttomftm&ffl&b LXm^\ &W'£%i<DmfciZtzte 

&mW<DhB S S P 5 tKitmB S S P 5 (D&iyn*. «t 9 tfC 

yf^^y p > h T v>^<^ h Ltt^v\ tS^fiilS 1 ~ 6 il&fc: 1 0 

<7lJ-=¥, ^WE-yK 7*/K 1:3^ -f=¥. ~I7M^#{f 

btl&ttK -vV^tekX*?? b*s»*U<ttfflV>fett5o 7fhWiWi s ta 
r^l/SD^y hW#*L<, ^^MBALB/c, C57BL/6 
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S S P 5 t ttskm t £ i/Cft:^^ L^^»iJ<DStt^i'J^-t-5 r 

m (Nature, 256, 495, 1975) -^^(D^fe (J. Immunol. Method, 39, 285, 
1980, Eur. J. Biochem. , 118, 437, 1981, Nature, 285, 446, 1980) fc^l^ 
10 MX%Z> 0 W&foMMt LTtt^y m^l/^u 3— jv (PEG) ^±^^4^ 

f iKlflS i Lt lifiili'X - 6 3 A g 8 , NS-l, P3U1, SP2/0, 

15 ap- im&mtf #f£u< «s p 2/o&m^hnz>o fflv^ns^c 
&m.£.mm mmmm) mt-wmmmmmt<DBt.^^itmi-ti ■. 20-20 : 

lXfoV, PEG L< fcP EG 1 0 0 0~P EG 6 0 0 0) £r 1 0 ~ 8 

o%nm<Dmmx*MML., 2o~4o°c. m^v<m 0—3 7^1-1 o# 
PeiH >-^r h-r§ r t <t «9 £ < mmm^mmx^ z> 0 ShBssp 

20 5t>L<fimBSSP5feifrl4^^!) K— - ^ y — ~ >?\Z.\-3M* <D^5 

&fc@.mx%Z>fr, MX-fts hBSSP5^L<«mBSSP5inJ!g^ii:^*fc 

tem&t&i^m^zittimtt (#Jxji\ ^^n^u— m ^/M-yy k— 

25 V^bitS) *fctt/of^ VA^Pt, Bffitg^LtSih B S S P 5 t L< 14 

mBSSP 5&#£fcffl-*-5:*f85* fctfe&^n ^ y ^fet^fc^n 7^ ^ A£ 

LfchBS SP5tL<(4mBSSP5^Di, StPKJg'g' bfc^Ch B S S P 5 
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#Ch B S S P 5 t L< timB S SP 5*/? 7VUSif*:a>&BiJ*3 £t>^ n — 

X*ftiotiZ> 0 Mftk * d— ^.^^4oit> , Wafflit±&^ LTf±, ^W^y K-^i&s 
^WetS^o/.f&iiirwi 5*^*Srfflv^"Ct^v\ 1 — 2 0%, 

£ L < «: 1 0 — 20 %C>4^&i&JftL?II£'a tf R P M I lffjfe x 1 ~ 1 0 %<D Wtt 

■C^So l&mm&te. £f£L<k):*$J3 7°CT*fo5 0 il^5 0-351 

mBSSP 5*aM^iJ^i:^^L-C»T^^o SJ^&i: LT 

fi^v^ Tix-fe-f (RIA) j£, »3ff^gEa!l3£fe (ELI SA) F I 

j^Tf-^i-J; 5* EL I SAft##4U\ 

e l i s A&cidi-s;*^ y — 

<7)^ffilC@^ki-5o ##ftft®*&B&-lki-51tt-C% B S A, MSA, 

OVA, KLH, if^^>"i>L<«^^A5:^^^^ i §- , >^^W-@^-r5o w 
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i/^-fe/u-^—^V— > 3 ^feSrffl^T^ a— — ^ £ So ^ ^ — ^ 

Mt^^SrfflV^-r^fitg^Srff SJ^OMIgl*I-C^#i-?) (J. Immunol. 
Meth., 53, 313, 1982) ^<t^<t«9, ^/ ^ o— t^%ZVf*mZ> ^ £ tf s "C# 5 e 
^^F^ig**^?^^ 0~2 0%©F C S 
(IMDM N DMEM, RPMI 1 6 4 0 43 <fc t>*MEM^) Srffll^T^T 5 ^ t &X% Z> 0 W}VQ<D 

xz% 0 

^BJ^J;^^/ * n— i^tft^ h B S S P 5 t> L< fimB S S P 5 

J ?v—)-;l'tfim-i. h B S S P 5 & U< iimB S S P 5^^^ 

ft^r y ^ a -i- A-fctft: £ V ^ ?L 5 0 SE?iJ#-S§- 2 43 J: 4 ^faft £ *i*:T 5 J ^ia?iJ 
cDP^^^tlfcT 5 / ®eBS?'J£i!^te\ BSSP5770 -d^iitDai fc°_h 
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fcth B S S P5$fcl5mB S S P * o — tvl^ftcD^BtiftS^ ii3?£> 

5 ^*j^«t»fe. «^&®Ji£, SlE^itlRffi, (WitfDEAE) tci 

10 2%<Z)*£T*JDi-5o -ttf>lfc, ^y->^, o-77^©75y^ 

25 ^x^l KSfrU jftlO. 1—2 0, $T^b<«^l~5^fiJ'&T^^^ P y>^$ 
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\z.*ti&fttbz>wt&#. ^mtm^st^ti^o nm^m^xnn.w-m±m^ 
^Ltt^>, tft-^tt, ii^ 2 ~ 6 mmz i m-ro, mj3~i oiHiastT^n 

h B S S P 5 tKttmB S S P 5 $.1tftL%:<Dmft\ZM1rZ> s £ S * u—T/VU 
10 fr^e>m-#y ^n— ^-/ufet^i, hBSSP5t>L<iimBSSP5Ml 

X^^mmz. B8 ig-f 5 ©1£t0r -^f&gSE i-^Jffl-r S r. t & pI^"C & 5 o - tt 6 « 
StffrSrfflV^T, M©hBS SP5tt< UmB S S PStfcH^oKr^iO 
^6gE^Wfe3S^{^£<5#x hBSSP 5tL<ttmB S S P 5 ^fcfi^OKffjf £ 
aiJ^-t-5wt*s-e#So =M*#»£f*» :tLb©Wl^-ChBSSP5^L< 
15 [imBSSP 5 £fcte^i£Jr>f ^U^i-S^fet LTtt, Tft&tiMiftZ 

n&£lt1tffiftbmmk&iftkfc&*) hBSSP5t>L< limB S S P 5 

fc. ««Mfch B S S P 5 tKiimB S S P 5 b$ifctp(Dh B SSP5tL<li 
mBS S P 5^fctt^<DDi)t^^tt^llSJi;§^ ^#t»SL««L 
20 JSCa^btfcttf^h b SSP5fcL< fSmB S S P 5 *fctt-t©Wf>t*iBa^-t"S 

SR'&fe^JpJffl tt^M©h BSSP5t)L< UmB S S P 5 ^fcKi^Oglf^^ 

K-T yfSl:J;5h BSSP5tL< limB S S P 5 *fct«<E>»r)ttf>iffil 
^td&^-Cte. £i\ iSfkgifti h B S S P 5 fcL< ttmB S S P 5*fcttt 

8SaDL-C@j£rt:#L#- h B S S P 5 fcKftmB S S P5IHWMH 

b s s p 5^tM^<DmF\*m#fKU&irz> ufy^ftra^s:^^ 
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10 \y=-^f 5 vvl-- 4 - (N--vWU7fM n^^f--^>-- 1 — */Wd?df.*> 

l^f 5 Ki£, 1 -31^1^— 3 — ( 3 - v?^ ^vVT 5 / fcVu) tuvtfi?^ 5 K 
^-N-t Kn^Vt^'>=5 Kx^f^ft» N--y-^>5 vvU- 3 - ( 2 - t° 

lt»*, mm. mutton, myt^n, mtukVom&xTf&m*^- 

^ K^BSifi*^ 1/7— tf\ MV^7-^, a-^y-feo 

>-;^^7x-hft Ko^t-t\ h y*— w yy> 7— 15 
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btt, nmmKt Ltis 125 1 , 127 1 , 131 1 , i4 c, 3 h, 32 p, 35 

XH 2 0 2 %m^\ $£&MbLX2, 2' -Ti>J-is- [3-^^-<>-X^ 
T^jy^Myi] T^^E-^-Mft (ABTS) . ^ 
/Vh7*-l/yv?7 5y, 4-75/7y^t°y^ 3, 3' , 5, 5' -T V 
7 ^ w t ^"Ct , gf§m-7/U# y 7t^77^-f 

>-®g?2H£fl!i"5 - <t^-et , Wm^fi-V-jf 3 ?? bis?—- tfSr^V> 
%km??\bLXn, N, N' -t^h7x=^vW ^ h\ 4- (N-vU 

Mtyi • N-^^y w ^ ki^t;k 4, 4' - v^-^try ^<d 
^n^ti(D&mM<D&mzmcx&to<Dxmzfe^xft^&£\,\ #c#:£ 

L-Ctt, i^llio-CIt ^»77^yh, ^tfFab' , Fab, F (a 

b' ) 2£jEi^ 0 "kits #y *n—-*vM&tflc, ^ey ^ a— rvuStteJc^/^ib 
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5 as^au*^ mm, m^mm^wmm. h b s s 

P 5 ^KttmB S S P 5^tzte^(DmK*^&Unh%\<^±^fth<DmmWh 

±I50J: 5l-b"C#^nfch B SSP5tL< ttmB S S P5 4fcl«©»f>i 
K^SJftffcS-JB^T, 7 3/ hflgifc^VM^tt^B S S P 5jfiL<£^£$J?£L 
10 *<DM&m&(0±.&tmtot>tltLo mtJl«kt), jjCB S S P 5#C#:£r 

15 human brain cDNA library (Clontechtt) IrftStLt, 37*7 ^— Ifi^'J 1 ; 

GTG CTC ACN GCN GCB CAY TG (IE?iJ#-§- 14) , 2 ; CCV CTR WSD CCN CCN GGC 
GA (K?U#-i§- 1 5 ) iz.&ir±V>yvTT—Wz&T&<DT$;mz.ttfo'1-2>1&3& 
IE^J0^7-f-^— ^^fcPCRSt^ a— n^£rtf ofc c 5 
10XExTaq/j/77-?r5/i 1, d NT P3r 5 m K -hIS7 0 7-l' 

20 -7— ^#10pmol, E x T a q (TAKARAttffiD £0. 5 ju 1 HQx.UM7^X±. 

M50/z 1 9 4°C, 0. 5 5°C, 0. 7 2°C. 1 frW^ 

SliJPCR^rfTo/Co :©PCRltl5rTOPO TA^ n — z^l/Jf 
3/ h (Invitrogentt) pCR I I - T O P O-^ ^ — £ jg^f % ^jat? 5 # 

MSLfco Fi#©«lTop 1 OK:fl0SWBtfeU 

25 LB (Amp+) Y ( 1 0 0 /t g/m 1 ©T^^y 

- (ABI*±) ^fflV^T1^^^/^i/-^^^^)£^-J;S^SgH^JO^^^Tofc 0 _ 
#P>ia/c#^ u — ^OlHJlJ^rG e n B a n k -CtBR4±£rf^ ffcftiXfootc.? o 

— >\ BSSP5Sfi^oV^5' RACE, 3' RAC EfelCj; <9 c DNA 
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±.mfct iH C< J^SSa^JcO^^tTofCc B S S P 5 ^ n- 

fcfiIS^lJ#-^l 9 cDi^Sia^J^^r-r^^^-f-^ — ) ^r^$5lU, human brain 
Marathon-Ready cDNA (Clontechft) ^m^^X ^(D^M^HMiT^) AP 1^4^ 
-t±EGSPl/7-f-7-t'9 4 , C, 2 1 1^ 9 4°C % 3 0#\ 6 

0°C, 3 0#, 7 2°C, 3 0#£3 5 P C R£fTofc 0 

PCRlMl/1 0 0{-^Ufc^(D^5 fi 1, 10 £5 n 1 , 

dNTP^5/z 1 ( 10 AtM(D±ISG S P 2^7'1'-7-?r 1 0 p mo 1, &2!SlC 
-H-JR-fSAP 2^7-f-v— lOpmol, ExTaqtO. 5^.— ^ K 
*-eii* 5 0 /z 1 i U 3fei:III«(-PCR^fto/c 0 3<7)PCRm^l^-hf2T 
OPO TA^n-=^ d f-S'h*fflV\t^n--y^U * ^^^^r^f 

#3 £ 5 ft^-T^" (hBSSP5Fl (ia^iJ#-^-2 0) , hBSSP5Rl/E (Mtm^ 2 
2) ) ?r^SL, human brain Marathon-ready cDNA£r^M£ UT P C R £fTV^ 
|§]-^ n — ££?6®U IMTOPO TA^n--^^H 

iftWpCRI I - TOPO^^ — u — =-Z/Sf\^^ iffDcDNA^P- 
y^Aot7'7^^ KpCRI l/hBSSP5?r#fc 0 Z.<DZ?7 7* % 
^ttSDN A^>*fiSSB^J^iH2?iJ#-^l ^ r<Z)*ftSBayiJ*^*i^^^5 h B S S 
P 5 * * %(OT 5 y ^IE?"J£ria?iJ#-*§- 2 Ktf-To 

fflfiHD^VfciZ J: «9 T l5<D7 0 7^-7^-?r^ffl mouse brain Marathon-Ready 
cDNA (Clontechlt) £«f§U- UT 5 ' RACE, 3' RAC ESs«rfTV\ ^c* — 
~>y\^X^V*(Dmm&(DZbZ>Mfc : ?-&'a&^7* 5 KpCRI I /mB S S 

T5:y^iH^lJ«T5 6 4W^jS5mB S S P 5 PftfW-VtbQ . 

z=l- K-r zws&m* 3 jc^-tiSSiE^jtt^E* 7 9 2ffia>e>ric3 0 ia^JS-^-4 

33 1 teyu7uMft$>Z>^^te7 > vUftX*h v ). T5 

#-5§— 3 3-2 3 1 Km-fT ^ y ^gH^lJtt, mB S S P 5 ^ fC<£>BUiEf£M 
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IS ?'J 






human BSSP5 










5 


1 6 




Forward 


TGTCAGCCCTGGCCGCCATT 


RACE 




1 7 




Forward 


GCGAGTATGACCGATCATCA 


RACE 




1 8 




Reverse 


CGCCACCTGCACAGATCATG 


RACE 




1 9 




Reverse 


GAATCAGTGCCGGCAGTACT 


RACE 




2 0 


hBSSP5Fl 


Forward 


TGCCACGATGTTGCTGCTCA 




10 


2 1 


hBSSP5F2 


Forward 


ATTGTCAACGGGGAGAATGC 


mature 




2 2 


hBSSP5Rl/E 


Reverse 


GGAATTCGGGTCTTTAATGGGTTGAGC 






2 3 


hBSSP5R4 


Reverse 


CCTGGCACGAGGAGGCAC 


RT-PCRJE 




mouse BSSP5 












2 4 


mBSSP5Fl 


Forward 


ACCATGAACAATGACCTGAC 


RACE 


15 


2 5 


mBSSP5F2 


Forward 


GAATCAGTGTCGGCAGT 


RACE 




2 6 


mBSSP5F3 


Forward 


GACCATCTCAACACCATTCC 






2 7 


mBSSP5Fmature Forward ATTGTCAACGGGGAGAATGC 


mature 




2 8 


mBSSP5. 1 


Reverse 


ATGGCATCGGTAATGCGTGC 


RACE 




2 9 


mBSSP5R2 


Reverse 


CAGGTGTTTCCCTTCTGGCA 


RACE 


20 


3 0 


raBSSP5R3/E 


Reverse 


GGAATTCGGACAGTTTAGTTGTAGGCC 





mfa&\2 hBSSP5t)L<ttmBSSP5i^f©t h& XU^ V XBM 

Ba 1 b/c-v^^fc^vM^^^^^&SH^^x QuickPrep Micro mRNA 
25 purification Kit (Amer sham-Pharmacia) (D^n h3,W^e£v\ mRNA$r¥IL 

;U? — &pCR I I /mB S S P 5 X *) mB S S P 5 tf>J&S&ffc3r ^— Ki~5£B 
to (S£^lJ#^3. ffiSS^l 3 2-8 2 4) £HMi-tt®!U a- 32 P dCT 
PT'^ilU^7°n-^Sr5 X SSCtft^tfctCi, 6 5tt*-lTO^ 
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•ti-fco IrI861£, human multiple tissue blot (Clontech&li) IRS: p C R I 1/ 
hBSSP5«Mn-Kt5M (IB^lJ#-^K 110^8 0 

2) ^^PH-WKL, a- 32 P d C T P « tt / n-^?r 5 X S S C ft 
%RLtzt>(Db, 6 5°CT*— M&RJfo£-&1Zo *<D&. 7^;W^-^2 X S SC 
5 /0. l%SDStlfi3 0m 1XSSC/0. 1 % S D S X'MU 3 0 ft 

fMk 0. 1XSSC/0. 1 % S D S T'6 5 1 3 0 ^fsl-e 2 FLA 

human multiple tissue blot (ClontechttM) JSI£ffl (Ell) *3<fct*£ 

^3^^<Z>^^^W#a»S^b3S8»iU^:mRNAS:fflV^j|gm (El 2) Sr^-To 
10 £ <fc. , llEt'^lLfcmRN Al: Ready To Go RT-PCR Beads (Amer sham- 

Pharmacia) &m\^X* v YWftV>-?xi hn— /l-ii^tChBS S P 5i3j:t;mBS 
S P 5 fcov ^ jUk^^T"^ >T ^ — V ^RT-PCR <Sr*To (IS?iJ# 
2 0 *5 i T>* 2 2 -diffi U £ <b KK^JS-S" 2 1 & 2 3 "CUMI 0 
HI l£>£ 0*1112;$^ ytV • ^ y hfl?#r<D*§£\ hBSSP5l«% 
15 m.&fF L, m B S S P 5 fiWLK-C5Sm* s K«> S>ftfc 0 R T - P C Rfi?#f (D 

#£\ h B S S P 5 teH^CO/EL i8 itftfcftWfl^^SWMKft fcft* mBSS 

20 HMJ3 h B S S P 5t> t< UmB S S P 5it^=>-Kf5|f^t y I/-? 

(i) asm^^s Kofitu 

^7^5 FpCRI I/hBSSP5Sf;ij:pCR I I/mBSSP5^7y 
h B S S P 5 * W^flf^fctemB S S P 5 * W**St0>fifcl&#* 
25 V^^KSr = — Ki"6^^tf c DNAWfK'SrPCRRJCSlCTliiliL^ (teffl 

"CfoofCo ) o wCPCRiM^il^pTrc-Hi s B (Invitrogen) 
£B a mH I • W— if T^tt^^^ Lfc &<D|£f& 
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SrPCRfeld-CffWfL-CBWir'f S-ty ^Dr7-W7X; KpTrc 
H i s/hBSSP5i3j:t;pTr cHi s/mBSSP5^tf*»I*#fc, 
nhtlfz.±mm^ ^ttl^tlK. coli pTrcHi.s/hBSSP5j3 
5 £TJ«E. coli pT r c H i s/mB S S P 5 £#£U 1998^10^ 

2 9 9^9, fftffFERM P— 1 7 0 3 8fciI>*FERM P-1703 
5 ©T, B *Mlo < {Mm. 1TH-3 i^ltfIiSfiK4#I^g 

(2) 3131.^7^ \?tttsi<3Sfi&-e<n*>'*2&8L 
10 K^jfo^liOv/y^3 0--?rl Oml^LB (Amp 

+ ) tgfrifeKlgMiU — Bfe3 7°C T"i^*bfc 0 m?r2 5 0ml©LB (Amp 
+ ) ig±fc^HU 3 7 «C -CJgilbfco 6 0 0nmO!R3tS* s 0. 5fcl#o;fc. 
H3\ 2 5 0 Ml ©0. 1M I PTG (>f V tfyW— /3 — D (-) tttf? 
V y\£v JisY) ZMtl, JE(C5B#^i$^bfcio ^W^ffi^ris^SS^. ®& 
15 SI^y77- (lOmMU^S'77- pH7. 5, ImM EDT A) 

*±"Ci@Wi£flyS£:?T5 - tT-7Cfli^^5S^b, 14, 0 0 0 r pnu 
4°C-C2 O^jS^bTitJSSr^o w©tfcJS«J& > 0'. 5% Triton X- 
1 0 OSr^tfU^flRiR^y^T'— -e2S?te#U Triton X-10 0&& 
^fe^TK^bfcmt-8 M (8M Urea, 

20 5 0mM Tris pH8. 5. 20mM 2ME) T*3 7t: tl^lil 

-FZ>^tX*mM^fro ^(DMMM&T ALON metal affinity 
resin (Clontec htfcjSi) KiiU 1 OmM-T 5 *V-^*T&t£^ 
-y~7y —X*W¥'&. 1 0 0 mM^ 5 &V—As$fiiW8L* V ? 7 — "Cjgffl U fft$* 

bfc 0 c©flMKMfc<£:P B s-c— ^^:^5/77- SSiftb^b 3 BIHJ33#fU 
25 * y/^f h BSSP5-Hi s 4o<fcU<mB S S P 5 -H i s £r#fc 0 

■mm* bssp5 mfcT&^-vir%&m.±v ^v'rT-iif&m? 

W^f©pFBT rypSigTa g/hBS S P 5 &/BV\fc3B5l, 
(1) P FBTrypSigTag/hBSSP5©{^ 
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£N h e I - B a mH I fttffctfc pSecTag2A (Invitrogen*±$D 

U p.SecTrypHisilfc. 5 u g <D p S e c T r y p H i s ^ $ — 

l^tt2 0^fi[OBamHI^D^ 3 7 4 B#IWa>ttT3J»rLfc&, 6^ 

i<L(D-?^y -a &mm) zmtixms. (2 5°o t'3o^ri5 

3' iRiJ^^O^f Lfc^, 1 ^4 Abacterial alkaline phosphatase (Sffiis) SrflD 
X.T6 5°CT'3 O^HJ^b/Co 

i|# Hfj2p9 - 1 4 9 7 9 0 £7tftB i o c h i m. Biophys. Acta, 
1 3 5 0, 1 1, 1 9 9 7{Cfe«££ft-CV^;^8ac:ipC-C > COLO201« 

10 iOmRNA^IHU cDNA^U ^7^U'pSPORT/=a-o 

is>&ftft e pSPORTAa-P^j:^ ia?iJ#-§-7dsJ:t/8 05E^JSr^ 
ta^7>f ^-iffl^t P C R*m\ -a-nv/yStti^©cDNA?:# 
fc 0 P C RMWKD 3 ' 1©X h o I h^lOuni tOXho IT\ 3 
7°C, 3H#lfflKJ&$*$^£fc«fc?>S0»rLrt:o Ztlk p S e c T r y p H i s £• 

15 TAKARA hSrfflV^tffAU pSecTrypHis 

/^-p (B3). 

I£^iJ#^-9S.t>*l O^ia^J^W-r^^^-f ?:ffi^Tp SecTrypHi 

^(CLeu-Val-His-GlycD^T 0 ^- KtfSC**SK£ < 5 «t 5 fcifMB^So -*ltr p S e c 
20 Tag 2 AcDNh eltHin d IIIlM* H:jfAL7*7^5 KpTrypS i 

^^^5: KpSecTag 2AC1 /z g (0. l/il) $:f&ll£IMSN h e I 
*5<£T>*BamH I -C^SH" 5 t in J: t) , I gGk©U-^-E?iJS:3-Kt 
5®«*^±t-l»*Lyto ^<7)^^*tL-C, Ifi?iJ#-5§-3 1 *3J:^3 2 <OE^J 
25 ^WDNAHMiXlOOpmo 1 e<5oJot, 7 0t:T'l O^FbM 

atfc«M.-e3 O^^^CgL-CT^-y i^Lfco NheliBa mH I "C 
MLfcH i s frm^y-r^Wt pSecTag2A 1/zl ^ojlDNA 
^y-v's^^Ver. 2 (SJSaitfc^tt) ©It*2. 0 m 1 
1 6tt\ 3 O^-raSJS^'tirfc, 
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fcffcm^BM^ h-fe^X L 1 - B 1 u e (STRATAGENE*±) 0 . I 

m 1 £An*U 7k_kT-3 Qftm&fcZ^K-'&. 4 2°CT\ 6 0^11^3*^* 
-S-jfcrtio 2#Pfl7k±{;i«V^^ SOC«i (K#*&««5SC#%fc) SrO. 9 m 
\M7L, 3 7t-C\ 1 B#ra^^— jo— X*Mt 5i§#b/c„ 5, 0 0 0 r p m"C 

t°x>- ht^ML, 1 00 n g/m 1 ©T^tTv^y ^*-g-tpT^fc p v'y >- 

LB^l M-ftV^fco 3 7tt\ lBfeig&U a»e>*&S>*bfc 

^7^^ K©5*), Hi sM^^t^ODNA^fA^ntV^iO^PC 
R-CiHiRU tt^pT r y pH i si Lfc c 

pTrypHisOHis Ta g^«^tf*3«t ^ 2 0 0 b p &ia?lJ## 1 
OSt; 1 1 Og£^J^rWi" ; 57 P ^^'^^-^<toTiii|'Ib > Hi n d III t B a mH 

1 \z£Z,ffi<{[:X*±ZtcH is Tag t u 3f-J-— i?|Sf»fi2:"a t?*3 <fc^: 
4 0 b p (OWf^T-* pTrypSig {CffiA LTpTrypSigTag SrfEK! L 

(0 4 A) c 

pTrypS i gTag^MJ ^>>'>^/UiB^J^^^^^ n £fgf& 
£flf££-C£:I&3W§-8 £ 1 2(^ia^J^*-r^^7-l'-^- ; S:fflVNfcPCR{-J:o-C 
ftS^bfcc DNA^B g 1 I I t B a mH I UltfklZ. X ot§) 9 fcti U p F a s t 
BAC 1 (GIBCO)cDBamHIlM M^ALfc ^A^I^^I£^J#-^ 8 £ 1 3 ©IE 

?ij£^i-5^7^-£fflv^-pcRicj;o-c5fei&u #y ^ci-t— ^ 

-lliot^? • #8»?£;ix£#fat-*fA£*l*:* o — >^iS«U p FBT r y 

pS i gTa gi: L/Co 

5 # g(DpFBTrypS i gTa g^<? f — i^tt^X 2 O^iOB a mH I 

Sr*D^.T^«a (2 5°C) "C3 0 ^K/fc £*T5fc^£¥^b Lfc 0 

2 Ol£&0>EcoRI-e*n— zi^iM' h<7>3' fl!l«r#J»rLfc3L llWfT^ 
*D*777^-^ (^iBai) SrMT6 5 0 C"C3 O^RJCbfco 

E. coli P TrcHis/hBSSP5 (g:fe#-^F E RM P-17 
0 3 8) i>f)f5)H5pT rcHi s/hBSSP 5ifclipCR I I/hBS 
SP 5 J: •3^fetCtSev^PCRSr : fTV\ hBSSP 5©gtt#SS«©cDNA^ 
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/Co #WccDNA^pFBTr ypSigTa gl^ALpFBTr y p S" 
i gTag/hBSSP5» (BI4B) 0 Z.(Dm. ittlfi^JSrZfeEi- Z> w t 
\Z£ V), IEL< h B S S P 5dmA&tlT\,^Zfa$:m$Lti 0 

pFBTrypS i gTag/hBSSP5 £Gibco BRL BAC-TO-BAC 
5 baculovirus expression systemOT°n h n — /W£t£o X $ ^ KDNA_hlCl 

Trypsinogen signal peptide, His tag, IkXf-^-Z/^ n ^■i-'—^M^MiiL^M'a L 
7hBSSP5 SrfSrojSa^ft*./^ $ K£f£$gLfc 0 BAC-TO-BAC 
baculovirus expression systemCD'x' — aTyMl^V^S f — 9 ^fflflS'C^^^-frfc 

10 E. coli pTrcHis /mB S S P 5 (^:f6#-^-F E RM P - 1 7 

0 3 5) fi>hi%bthZ> p T r cH i s/mB S S P 5 £fcte^l5S#iJ 1 -C#ib;ft/c 
p CR I I /mB S S P 5 £fl^T, _L15£ P^lK: p F B T rypSigTag 
/mBSSP5MU ftmtSl£Z>^k&XZZ> 0 
(2) g£f$f?£t£<D$J^ 

15 ^CO^fUitftp^^^^^^^-^v^^gh BSSP5^^b*7 

T ^fflV A ~C^r — (Ni-NTA-Agarose, Qiagenft 

m) KtfcU PBSW^/-/U (?Pft#fi3gX2g) &&#LfcJ8^T'I8:PB8j{:: 

i^ffiu/co ftbtiiu ^y^-^mm^m^. ^i:pd-io*7a (Pha 

20 rma c i a tttS) T* P B S 7 7 7 - Lfc 0 ' - © t y ^ 5 O /z L {Cx 

>^a^ri f (1U/UL, Invi trogenttS) lO^L^ilfoU 

mm.X-6 O^KJftSitrfco iikiC^tMSf (^37^ ; B o c -G 1 n 

-Al a-Arg-MCA, B o c - P h e — S e r - A r g — MC A, Bz- 
A r g -MCA, Boc-Va 1-Leu-Lys -MCA, Pyr-Gly- 

25 A r g —MCA, Pro-Phe-Arg —MCA, B o c — V a 1-Pr o - 

A r g —MCA, Z-A r g -A r g-MCA, A r g —MCA, Z-Phe- 
Arg-MCA) ^DMSOWU 1M Tris-HCl, ( p H 8 ._ 
0) T^^L/cO. 2MSTO^5 0/iLjDi, £<bic, 3 7lCt©&tfc, 
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5AMC (D&ft&Wfe'rZZbKXQs ft 

Hlfi^J5 !4>©BS S P 5 0^tti 

t h&£tfi?v h«fc«3SSU ;©H10^ LSrSSstciLfcflSvi 2. 5% 
SDS-#y7^y^7$ Ky/m^Scl&SrtTofc^. PVDFi (Immob 
i Ion P. ^y^Ttfc) ll^PyHt 7^;^-^^^$/^^ 

10 oj'^Lfc^ Tween-PBStlOOOf, lOOOOWlRLfc 

JftB S S P 5}7L#:£MT-ifrB#p H ^«b— BfcK/££-fr7c 0 Twe e n-PBST'3 
[Uifei^gL 7;^ U -7*^-7 r^—^WmK "7-9- =¥ I gGMH, IrH*K1T 
wee n-PBS«Lfco 7^^-^BC I P/NBT»SLM^ 
-frfc<b^^>, fc Y&SLXfJy hm<Pl^m£tiZ>ft*M:<DB S S P 5<7V^K§r 

15 ^tiJL/c (El 5) o 

fc*5* ffliyfctfCB S S P 5^tf*:tth B S S P 5 ^^5^^ K#t#-C*>9 * 

BE?"J##2 CDT 5 / ^#"^-5 6^b7 3 (Glu Tyr Asp Arg Ser 
Ser Asn Ala Glu Pro Leu Gin Val Leu Ser Val Ser Arg) 3o£TfT^ 
20 2 0 7^2 2 5 (Asn Val Arg Ala Pro Ala Val Tyr Thr Arg Val Ser Lys Phe 

Ser Thr Trp He Asn) frhteZ^ZfJ- K©C*«S«I^^T>r 1 mW®£ 
KSr^fiJcLfc, mz^*r^T-> (KLH) fc<t^»J-efc5m-v 
1^ 5 K^^l/'f^-N->'W Kof^'v'-W K^-^X^dn-maleimidobenzoyl- 
N-hydrosuccinimide ester : MBS) K L H-MBf^Mf^ L7t 0 

25 mm©^^7°f KtKLH-MB^$^, 2i<D^»%#fc. #b 
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^:ti^:fi<D^<y^- K#C{#teB S S P 5 LKJfr&^W-r 5 r i: SrflfcKLfco 
H«J 5 *5 «fc t>*Tf^H»J 6 LfctrC B S S P 5 fitfm, 2 m<0^f^- K 

HlfeM 6 5 s/ h^^-rvM^tt ^Jk't 1 B S S P 5 ©3e» 

lu, Sl^6, 12, 2 4 ^Kl^lZl^Jk UlkiflSrlHllR U/to Blue Seph 
arose (T-^-Y-A • 77^>>7|i) ktBi&'t'Z) Z.k\Z.£V * M&T frzf 
>y^Lt!i^, ^MJli»MlO/i L^rSDS-PAGE, 
X^y^o^U #CB S S P 5£a#-el&fcrjLfc 0 fr^jfe*, Gt^B#l- t>Jk^tC 
B S S P 5 te#£-r<5#s 1 2 NfW-C— ^Mlk* B S S P 5 ^_h# 

u a^b s s p 5*mi£^&^kx»f&i£&Wi&x~%z^m^^£ntc 

6) 0 



SP5fc.t^mBSSP5) # U x * vir^- H\ -€:ftb<£>tll*lf£. UMB 
flc*3<ttJf#^14^aASjft#t$tLSo Skl^ #3S83t:i«fco-C\ h B S S P 5*5£ 
t>*mB S S P 5^y/^f^^mchBS S P 5*5«tt/mB SSP5*U^^^ 
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SEQ ID NO: 5: Designed oligonucleotide to construct plasmid 
pSecTrypHis 

SEQ ID NO: 6: Designed oligonucleotide to construct plasmid 
pSecTrypHis 

SEQ ID NO: 7: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 8: Designed oligonucleotide primer to amplify 
neurosin-encoding sequence 

SEQ ID NO: 9: Designed oligonucleotide primer to amplify a 
portion of plasmid pSecTrypHis/Neurosin 

SEQ ID NO: 10: Designed oligonucleotide primer to amplify a 
portion of plasmid pSecTrypHis/Neurosin 

SEQ ID NO: 11: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypHis 

SEQ ID NO: 12: Designed oligonucleotide primer to amplify a 
portion of plasmid pTrypSigTag 

SEQ ID NO: 13: Designed oligonucleotide primer to amplify a 
portion of plasmid pFBTrypSigTag 

SEQ ID NO: 14: Designed oligonucleotide primer to amplify 
conserved region of serin proteases-encoding sequence; n is a, c, g or t. 

SEQ ID NO: 15: Designed oligonucleotide primer to amplify 
conserved region of serin proteases-encoding sequence; n is a, c, g or t. 

SEQ ID NO: 16: Designed oligonucleotide primer for RACE for 
hBSSP5 (forward) 

SEQ ID NO: 17: Designed oligonucleotide primer for RACE for 
hBSSPS (forward) 

SEQ ID NO: 18: Designed oligonucleotide primer for RACE for 
hBSSPS (reverse) 
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SEQ ID NO: 19: Designed oligonucleotide primer for RACE for 
hBSSPS (reverse) 

SEQ ID NO: 20: Designed oligonucleotide primer designated as 
hBSSPSFl to amplify full length hBSSP5 (forward) 
5 SEQ ID NO: 21: Designed oligonucleotide primer designated as 

hBSSP5F2 to amplify mature hBSSPS-encoding region (forward) 

SEQ ID NO: 22: Designed oligonucleotide primer designated as 
hBSSP5Rl/E to amplify full length hBSSPS (reverse) 

SEQ ID NO: 23: Designed oligonucleotide primer designated as 
10 hBSSP5R4 for RT-PCR (reverse) 

SEQ ID NO: 24: Designed oligonucleotide primer designated as 
mBSSPSFl for RACE for mBSSP5 (forward) 

SEQ ID NO: 25: Designed oligonucleotide primer designated as 
mBSSP5F2 for RACE for mBSSPS (Forward) 
15 SEQ ID NO: 26: Designed oligonucleotide primer designated as 

mBSSP5F3 to amplify full length mBSSP5 (forward) 

SEQ ID NO: 27: Designed oligonucleotide primer designated as 
mBSSPSFmature to amplify mature mBSSP5-encoding region (forward) 

SEQ ID NO: 28: Designed oligonucleotide primer designated as 
20 mBSSPS. 1 for RACE for mBSSP5 (reverse) 

SEQ ID NO: 29: Designed oligonucleotide primer designated as 
mBSSP5R2 for RACE for mBSSPS (reverse) 

SEQ ID NO: 30: Designed oligonucleotide primer designated as 
mBSSP5R3/E to amplify full length mBSSP5 (reverse) 
25 SEQ ID NO: 31: Designed oligonucleotide to construct plasrnid pT 

rypHis 

SEQ ID NO: 32: Designed oligonucleotide to construct plasrnid pT 

rypHis 
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it mt <o m. m 

1. Mf2 07-; ym^l ~2 3 ll^tT5/t2 3 lfii»f>lS57 
^ y8fcE?iJ£ 3 Tt-5 £fcta, Ifi?iJ#-5§- 2 ©7 ^ / 1 ~ 2 3 1 
t^t7 5 ySfflE?»JK:*3V>-c l tKiiSkflor^ijJs^ b< lift 

$ nfcr $ y fi^mzm^ 2 <dt $ / 1 — 231 ic^ 

2 . ie?ij#-*§- 1 <0*fc&#-J§- 1 1 0 ~ 8 0 2 i^^-tiasga^j, is?"j#-*§- 2 cot ^ 
/^#-5§-i ~2 3 1 iztjk-rr^ yifeiE^JSr = — K-rs^ia^J, 

#-^-2coT5y^#-^-i~2 3 1 (^t7 5 y&6B?U£*rr5* w^ft^ 

^^KSr 3 *- Ki-3*kSia?'I 0 

3. ia^lJ#-^4<DT 5 yift##l ~2 3 1 I^t7 5 7t2 3 liS^bBlSST 
S /g£ga?iJ£*Tf-<5* W^fC. I£^iJ#-^4(DT^/^#^-l~2 3 1 

J0$llt7$ ygffla9iJ*»e>^l3 ^ 2»oIE?iJ#-i-4<£>T5: yBftS^l ~2 3 1 

4 . ga^ij#-^ 3 cDi^s#-^ 1 3 2 ~ 8 2 4 ic^-r^siH^j. t^-r 

yy^yh ^iftf-CA^ y y *v x u ^»>oih?ij#-§- a(dt * j 1 ~ 
2 3 iiz^T^ ymwzm*^ Mb mm <D&m%^irz> w 

5. IB^iJ#-^4COT^ 33 1 I^f7 5/ i3 3frf)^7 

^ /Bfcgayij^-rs^^^«, *fer*, iE?ij#f4©75y®ff-3 3' — 

#Ap£nfcT^ y^IS?iJ/^<b&'9> d»oBayj#-^4©T^ 3 3~- 1 
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6 . IE^IJ#-^ 3 (Di&mm-St 3 3-131 fc^tl&SeyiJ* IS^J#^4 07^7 

- 3 3 — i k^-tt s j m&m & = — K-r 5 itsia^j, ^tat^tihic 
5 t4©7^K#t-3'3- — i ic^tr^ jwmw^^^>^m.tmm 

7. IH^J#^-4CDT5 3 3-231 I^t7$/K2 6 4 <B 

/SfiE^JSrW-rs^^^^K, iE^Jtf 4©7 5 7 tSt- 3 3 

-2 3 liH^-f-T^yBfeia^J^VN-Cl 'bL<[iti©7^/^* < Slfefc 

io l < teHtiu&titiT ^ ;w&s&\i)>tr>te q > <dt ^ / 3 3 

-23 1 iztjk-tTs. ymmm*^&?>;<fWtmm(D&M : £^'fz>?^'<? 

8 . IE?lJ#-5§- 3 ©t£g#-*§- 3 3 — 8 2 4 l^-T^glB^ iS^iJ#-^- 4 ©7 5 J 

sfc#-s— 33-231 ic^i-r ^ y ifeiayijsr=»— K-r^±^sia^j, ^/d^m^ 
15 t;:i!*&ftfc*fcsgE?y £ * h y > b **#r^w ^ y x u ^^oia^ij 

#f4©7^;iSf-3 3 — 2 3 1 t^-f T5 yHBB?iJSr^r-t"S^^^Sti: 

9 . 1 ^-ti&sia^ sfcti. r^teffittftiaffiEyiJi: x h y v 

i o . ia?u#-5§- 3 m**-ma£Ba?ij* * z. ^c^iift &±ttga?u ^mj 
> h «;^#T-e/^>r ^y^xu -4^, ia?ij#-§- 3 ^-tiMiaaw = 

1 1. 8**3fi2 % 4, 6, 8-1 0<^V>-ftL*»lo^|5tto4ISE?iJ^tpr 
25 ^SrteSte-f-S'***-,, 

1 2 . f»*3® 2 , 4, 6, 8-10 <DV vf*li&» 1 O^lS^O^Sia^J^^m'^T 

1 3 . »3fc3S 2 * fc 9 <D I ^f^l*^ 1 o KlE*c<Di£Sia?iJ T^fUBft U fc« 
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i4. nn&k 4 % 6 % 8 * tea i o ^-rtifr i ofB«©*asfia^j-c^snE«i 

Lfcatt£i£HU I^tL/cmBSS P 5 Sr^-TS t *W&b ? >v* 

1 6. B S S P 55t^^<^^^^^?r^k$Wc: v 5 ^ — ^^^t h 

17. BSSP5lfiWBSSP5*3-Kt5cDNA, ^ADNA* 
10 fcl±-&J5fcDNA-Cfo£S&3fcJSl 6lEtOh7^^x-y^*b hSMk, 

l 8. jt^lBmHiffiSl^t-^S^jerS^SCtlcJitJlB^^^Sr^t^ 

1 9. mBSSP 55t^CD^|g^^ta$-frfcy h^£* 0 

2 0. 3**35 1, 3, 5*tli7 0^fh^lo(;El©^ WN^S^fctt^r 

15 <Dmm^tt-tz>fcfro 

#JS 2 Officiate, 

22. t h^(D^lfiL*b^(-it*ill^ 3, 5**Ltt7©V^tL*»lo|^|B«t 

Jf K Mi- 5 * 7 ^ n — i-^tit^O^it^feo 
2 3. IS*35l, 3, 5&fcf±7©^i**LJ&>l -o{d|B«cW^ 
25 (75 -5 t & * ® * It- tt-t ©»f >t £ 0>&J$^#J ^ 
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S P 5 kb< te : £<DWrK&m7£'fZ>3>ite 0 

Vfo -t;«|^Lt, WISkit hBSSP5t fefc^XD h B S S P 
5t>t< te^llWt i £Sfr&ftt£]xJ&£ii\ ^iSJ^LtWkhB S S P 5 
(Dt^ib^^ro hBSSP5tL< tt^©i^©f ^IttiSt?) > i»hB 
S S P 5 t L< teZtDmft&mT&'fZJjWto 

2 6. 5. 8*3*^2 3-2 5 ©V^i"tl^l o^|S*<7)^feo 

27. g»3ft3®l, 3, 5*/ttt7 0V^n^loU:Ba«0^>'^^«Sr'g'tf, 

2 8. IES^*3ttS, T/vy^-v— T^^A/(7)^S)ftCffiV^5ft*li2 7IH 

3 0. flr^fettfiH-t^ttS, ^^o^WftJ:ffli/^5»*gi2 7!ESt<D-7- 

o 

3 2. ik^fc^^i-^tf , 3, 5£fcte7<^T*L7)>lo(:ife 

3 3 . ft 2 0ff:tt2 1 l£lBtt<^#&^t?ffl|S|fctfcdm 

34. m&&mz&^xm^z&&(Dm&\z.&vz&&&i* 3, 5*^7 
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mi 



hBSSP-5 



# ife is 
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HI2 



mBSSP-5 



28S— 1 
18S — 
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m3 



Nhel Xho! 




myc xtfl — Zf 
pSecTrypHis/ - a.— p is > 
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M4 



B 



Nhel 




p CM 



Hindlll 
L 



|lgG<U— » 



:(His)6| 



MCS mycxt*J— J 
pSecTag2A j 



pol 



MCSSV407K1M 
pFastBACI 



Nhel 



Hindlll 




OOOOK 



B gill Hindlll BamHI 



Nhel Hindlll Ball! Him 



DOOCK 



Hindlll BamHI 



OOOCK 



I 



rnycxfcfl — ^ 
pTrypSig 



DOOCK DOOCK 



pFBTrypSigTag 



Hindlll BamHI 



(His}6l 



Nhel 



DOOCK 
Hindlll BamHI 



EcoRI 



\ BSSP 5 




Ball! Hindlll E«>R! 

^Hp'WtAiiW 3 )^* BSSP 5 }l — \ 



DOOCK 



DOOCK 



pFBTrypSigTag/ BSSP 5 



m 
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0 6 18 24 
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SEQUENCE LISTING 

<110> Fuso Pharmaceutical Industries Ltd. 
<120> Novel serine protease BSSP5 
5 <130> 661640 

<150> JP 10-347806 
<151> 1998-11-20 
<160> 32 



10 <210> 1 

<211> 1149 
<212> DNA 
<213> human 



15 <400> 1 

atctgccacg 10 

atg ttg ctg etc age ctg acc eta age ctg gtt etc etc ggc tec tec 58 
Met Leu Leu Leu Ser Leu Thr Leu Ser Leu Val Leu Leu Gly Ser Ser 
-30 -25 -20 

20 tgg ggc tgc ggc att cct gec ate aaa ccg gca ctg age ttc age cag agg 109 

Trp Gly Cys Gly He Pro Ala He Lys Pro Ala Leu Ser Phe Ser Gin Arg 
-15 -10 -5 -1 

att gtc aac ggg gag aat gca gtg ttg ggc tec tgg ccc tgg cag gtg tec 160 
lie Val Asn Gly Glu Asn Ala Val Leu Gly Ser Trp Pro Trp Gin Val Ser 
25 1 5 10 15 

ctg cag gac age age ggc ttc cac ttc tgc ggt ggt tct etc ate age cag 211 
Leu Gin Asp Ser Ser Gly Phe His Phe Cys Gly Gly Ser Leu He Ser Gin 

20 25 30 

tec tgg gtg gtc act get gee cac tgc aat gtc age cct ggc cgc cat ttt .262 



# 



I 

F 
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Ser Trp Val Val Thr Ala Ala His Cys Asn Val Ser Pro Gly Arg His Phe 

35 40 45 50 

gtt gtc ctg ggc gag tat gac cga tea tea aac gca gag ccc ttg cag gtt 313 
Val Val Leu Gly Glu Tyr Asp Arg Ser Ser Asn Ala Glu Pro Leu Gin Val 
5 55 60 65 

ctg tec gtc tct egg gee att aca cac cct age tgg aac tct acc ace atg 364 
Leu Ser Val Ser Arg Ala He Thr His Pro Ser Trp Asn Ser Thr Thr Met 
70 75 80 85 

aac aat gac gtg acg ctg ctg aag etc gee teg cca gee cag tac aca aca 415 
10 Asn Asn Asp Val Thr Leu Leu Lys Leu Ala Ser Pro Ala Gin Tyr Thr Thr 

90 95 100 

cgc ate teg cca gtt tgc ctg gca tec tea aac gag get ctg act gaa ggc 466 
Arg He Ser Pro Val Cys Leu Ala Ser Ser Asn Glu Ala Leu Thr Glu Gly 
105 110 115 

15 etc acg tgt gtc acc acc ggc tgg ggt cgc etc agt ggc gtg ggc aat gtg 517 

Leu Thr Cys Val Thr Thr Gly Trp Gly Arg Leu Ser Gly Val Gly Asn Val 
120 125 130 135 

aca cca gca cat ctg cag cag gtg get ttg ccc ctg gtc act gtg aat cag 568 
Thr Pro Ala His Leu Gin Gin Val Ala Leu Pro Leu Val Thr Val Asn Gin 
20 140 145 150 

tgc egg cag tac tgg gac tea agt ate act gac tec atg ate tgt gca ggt 619 
Cys Arg Gin Tyr Trp Asp Ser Ser lie Thr Asp Ser Met He Cys Ala Gly 
155 160 165 170 

ggc gca ggt gee tec teg tgc cag ggt gac tec gga ggc cct ctt gtc tgc 670 
25 Gly Ala Gly Ala Ser Ser Cys Gin Gly Asp Ser Gly Gly Pro Leu Val Cys 

175 180 185 

cag aag gga aac aca tgg gtg ctt att ggt att gtc tec tgg ggc acc aaa 721 
Gin Lys Gly Asn Thr Trp Val Leu He Gly lie Val Ser Trp Gly Thr Lys 
190 195 200 



m 
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aac tgc aat gtg cgc gca cct get gtg tat act cga gtt age aag ttc age 7-72 

Asn Cys Asn Val Arg Ala Pro Ala Val Tyr Thr Arg Val Ser Lys Phe Ser 
205 210 215 220 

acc tgg ate aac cag gtc ata gee tac aac tga gctcaccaca ggccctcccc 825 
Thr Trp He Asn Gin Val He Ala Tyr Asn 

225 230 

agctcaaccc atttaaagga cccaggccct gtcccatcat gcattcatgt ctgtcttcct 885 

ggctcaggag aaagaagagg ctgttgaggg tccgactccc tacttggact tctggcacag 945 

aaggggctga gtgactcctt gagtagcagt ggctcttcct agagtageca tgccgtggcc 1005 
ggggccccca cccctcctcc agggcaaccc cttggtccta cagcaagaag ccagaactgt 1065 

tggaatgaat ggcagccctc cttggagagg cagcctgttt actgaataca gaggatacgt 1125 
ttacaaaaaa aaaaaaaaaa aaaa 1149 



<210> 2 
<211> 264 
<212> PRT 
<213> human 



<400> 2 

Met Leu Leu Leu Ser Leu Thr Leu Ser Leu Val Leu Leu Gly Ser Ser 
-30 -25 -20 

Trp Gly Cys Gly lie Pro Ala He Lys Pro Ala Leu Ser Phe Ser Gin Arg 
-15 -10 -5 -1 

He Val Asn Gly Glu Asn Ala Val Leu Gly Ser Trp Pro Trp Gin Val Ser 

1 5 10 15 

Leu Gin Asp Ser Ser Gly Phe His Phe Cys Gly Gly Ser Leu He Ser Gin 

20 25 30 

Ser Trp Val Val Thr Ala Ala His Cys Asn Val Ser Pro Gly Arg His Phe 
35 40 45 50 
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Val Val Leu Gly Glu Tyr Asp Arg Ser Ser Asn Ala Glu Pro Leu Gin Val 

55 60 65 

Leu Ser Val Ser Arg Ala He Thr His Pro Ser Trp Asn Ser Thr Thr Met 
70 75 80 85 

Asn Asn Asp Val Thr Leu Leu Lys Leu Ala Ser Pro Ala Gin Tyr Thr Thr 

90 95 100 

Arg He Ser Pro Val Cys Leu Ala Ser Ser Asn Glu Ala Leu Thr Glu Gly 

105 HO H5 

Leu Thr Cys Val Thr Thr Gly Trp Gly Arg Leu Ser Gly Val Gly Asn Val 
120 125 130 135 

Thr Pro Ala His Leu Gin Gin Val Ala Leu Pro Leu Val Thr Val Asn Gin 

140 145 150 

Cys Arg Gin Tyr Trp Asp Ser Ser He Thr Asp Ser Met lie Cys Ala Gly 
155 160 165 170 

Gly Ala Gly Ala Ser Ser Cys Gin Gly Asp Ser Gly Gly Pro Leu Val Cys 

175 180 185 

Gin Lys Gly Asn Thr Trp Val Leu He Gly lie Val Ser Trp Gly Thr Lys 

190 195 200 

Asn Cys Asn Val Arg Ala Pro Ala Val Tyr Thr Arg Val Ser Lys Phe Ser 
205 210 215 220 

Thr Trp He Asn Gin Val He Ala Tyr Asn 



225 



230 



<210> 3 



<211> 834 



<212> DNA 



<213> mouse 



<400> 3 
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gaccatctca acaccattcc ttatttgtca ca atg eta ctg etc age eta acc ctt 56 

Met Leu Leu Leu Ser Leu Thr Leu 
-30 

age ctg gtc etc ctt ggc tec tec tgg ggc tgt ggt gtt cct gee ate acg 107 
Ser Leu Val Leu Leu Gly Ser Ser Trp Gly Cys Gly Val Pro Ala lie Thr 
-25 "20 "15 -10 

cct gca ctg age tac aat cag aga att gtc aac ggg gag aat gca gtg cca 158 
Pro Ala Leu Ser Tyr Asn Gin Arg He Val Asn Gly Glu Asn Ala Val Pro 

-5 -11 5 

ggc tec tgg ccc tgg cag gtg tct etc cag gat aac ace ggc ttc cac ttc 209 
Gly Ser Trp Pro Trp Gin Val Ser Leu Gin Asp Asn Thr Gly Phe His Phe 

10 15 20 25 

tgc ggt ggt tct etc ate agt ccg aac tgg gtg gtc acg get gee cac tgc 260 
Cys Gly Gly Ser Leu He Ser Pro Asn Trp Val Val Thr Ala Ala His Cys 

30 35 40 

caa gtc acg cct gga cgc cac ttt gtc gtt ttg gga gaa tat gac cga tct 311 
Gin Val Thr Pro Gly Arg His Phe Val Val Leu Gly Glu Tyr Asp Arg Ser 
45 50 55 60 

tec aat get gaa cct gtg cag gtc etc teg ate gca agg gec ate aca cac 362 
Ser Asn Ala Glu Pro Val Gin Val Leu Ser He Ala Arg Ala He Thr His 

65 70 75 

cct aac tgg aac gee aac acc atg aac aat gac ctg act etc ctg aag ctt 413 
Pro Asn Trp Asn Ala Asn Thr Met Asn Asn Asp Leu Thr Leu Leu Lys Leu 

80 85 90 

gee teg cca gec egg tac aca gca caa gtc tea cca gtc tgc ctg get tec 464 
Ala Ser Pro Ala Arg Tyr Thr Ala Gin Val Ser Pro Val Cys Leu Ala Ser 
95 100 105 HO 

aca aac gag gca ctg cct teg ggg etc acc tgt gtc acc act ggc tgg ggc 515 
Thr Asn Glu Ala Leu Pro Ser Gly Leu Thr Cys Val Thr Thr Gly Trp Gly 
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115 120 125 

cga ate agt ggt gtg ggc aat gtg aca cca get cgc ctg cag caa gtt gtt 566 
Arg lie Ser Gly Val Gly Asn Val Thr Pro Ala Arg Leu Gin Gin Val Val 
130 135 140 145 

5 eta ccc ctg gtc act gtg aat cag tgt egg cag tac tgg ggt gca cgc att 617 

Leu Pro Leu Val Thr Val Asn Gin Cys Arg Gin Tyr Trp Gly Ala Arg lie 

150 155 160 

acc gat gee atg ata tgt gca ggt ggc tea ggc gec tec tea tgt cag ggt 668 
Thr Asp Ala Met He Cys Ala Gly Gly Ser Gly Ala Ser Ser Cys Gin Gly 
10 165 170 175 

gac tea gga ggc cct ctt gtc tgc cag aag gga aac acc tgg gtg ctt att 719 
Asp Ser Gly Gly Pro Leu Val Cys Gin Lys Gly Asn Thr Trp Val Leu lie 
180 185 190 195 

ggg att gtc tec tgg ggc act aag aac tgc aac ata caa gca ccg gee atg 770 
15 Gly He Val Ser Trp Gly Thr Lys Asn Cys Asn He Gin Ala Pro Ala Met 

200 205 210 

tac act egg gtc age aag ttc agt acc tgg ate aac caa gtc atg gee tac 821 
Tyr Thr Arg Val Ser Lys Phe Ser Thr Trp He Asn Gin Val Met Ala Tyr 
215 220 225 230 

20 aac taaactgtcc 834 

Asn 

<210> 4 
25 <211> 264 

<212> PRT 
<213> mouse 



<400> 4 



m 
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Met Leu Leu Leu Ser Leu Thr Leu 
-30 

Ser Leu Val Leu Leu Gly Ser Ser Trp Gly Cys Gly Val Pro Ala He Thr 
-25 -20 -15 -10 

5 Pro Ala Leu Ser Tyr Asn Gin Arg He Val Asn Gly Glu Asn Ala Val Pro 

-5 -11 5 

Gly Ser Trp Pro Trp Gin Val Ser Leu Gin Asp Asn Thr Gly Phe His Phe 

10 15 20 25 

Cys Gly Gly Ser Leu He Ser Pro Asn Trp Val Val Thr Ala Ala His Cys 
10 30 35 40 

Gin Val Thr Pro Gly Arg His Phe Val Val Leu Gly Glu Tyr Asp Arg Ser 
45 50 55 60 

Ser Asn Ala Glu Pro Val Gin Val Leu Ser lie Ala Arg Ala He Thr His 
65 70 75 

15 Pro Asn Trp Asn Ala Asn Thr Met Asn Asn Asp Leu Thr Leu Leu Lys Leu 

80 85 90 

Ala Ser Pro Ala Arg Tyr Thr Ala Gin Val Ser Pro Val Cys Leu Ala Ser 

95 100 105 110 

Thr Asn Glu Ala Leu Pro Ser Gly Leu Thr Cys Val Thr Thr Gly Trp Gly 
20 115 120 125 

Arg He Ser Gly Val Gly Asn Val Thr Pro Ala Arg Leu Gin Gin Val Val 
130 135 140 145 

Leu Pro Leu Val Thr Val Asn Gin Cys Arg Gin Tyr Trp Gly Ala Arg He 
150 155 160 

25 Thr Asp Ala Met He Cys Ala Gly Gly Ser Gly Ala Ser Ser Cys Gin Gly 

165 170 175 

Asp Ser Gly Gly Pro Leu Val Cys Gin Lys Gly Asn Thr Trp Val Leu He 
180 185 190 195 

Gly He Val Ser Trp Gly Thr Lys Asn Cys Asn He Gin Ala Pro Ala Met 



it 
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200 205 210 

Tyr Thr Arg Val Ser Lys Phe Ser Thr Trp He Asn Gin Val Met Ala Tyr 
215 220 225 230 

Asn 



<210> 5 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 



<400> 5 

aagcttggct agcaacacca tgaatctact cctgatcctt acctttgttg ctgctgctgt 
tgctgccccc tttgacgacg atgacaagga tccgaattc 

<210> 6 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide to construct plasmid pSecTrypHis 



<400> 6 

gaattcggat ccttgtcatc gtcgtcaaag ggggcagcaa cagcagcagc aacaaaggta 
aggatcagga gtagattcat ggtgttgcta gccaagctt 



<210> 7 
<211> 15 
<212> DNA 
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5 



<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
sequence 

<400> 7 

ttggtgcatg gcgga 15 



<210> 8 
10 <211> 27 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify neurosin-encoding 
15 sequence 

<400> 8 

tcctcgagac ttggcctgaa tggtttt 27 

20 <210> 9 

<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

25 <223> Designed oligonucleotide primer to amplify a portion of plasmid 

pSecTrypHis/Neurosin 



<400> 9 

gcgctagcag atctccatga atctactcct gatcc 



35 
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<210> 10 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pSecTrypHis/Neurosin 

<400> 10 

tgaagcttgc catggaccaa cttgtcatc 29 

<210> 11 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pTrypHis 

<4.00> 11 

ccaagcttca ccatcaccat caccat 26 

<210> 12 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 



# 
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pTrypSigTag 
<400> 12 

gcacagtcga ggctgat 17 

5 

<210> 13 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
10 <220> 

<223> Designed oligonucleotide primer to amplify a portion of plasmid 
pFBTrypSigTag 

<400> 13 

15 caaatgtggt atggctg 17 

<210> 14 
<211> 20 
<212> DNA 
20 <213> Artificial Sequence 

<220> 

<223> Designed oligonucleotide primer to amplify conserved region of 

serin proteases-encoding sequence 

<220> 

25 <221> UNSURE 

<220> 9, 12 

<223> n is a, c, g or t. 



<400> 14 



# 
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20 

<210> 15 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify conserved region of 

serin proteases-encoding sequence 

<220> 

<221> UNSURE 
<220> 12, 15 
<223> n is a, c, g or t. 

<400> 15 

ccvctrwsdc cnccnggcga 20 

<210> 16 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer for RACE for hBSSP5 (forward) 
<400> 16 

tgtcagccct ggccgccatt 20 



WO 00/31243 



• 



gtgctcacng cngcbcaytg 



<210> 17 
<211> 20 



# 



WO 00/31243 




PCT/JP99/06473 



13/18 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer for RACE for hBSSP5 (forward) 

5 

<400> 17 

gcgagtatga ccgatcatca £ 

<210> 18 
10 <211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer for RACE for hBSSP5 (reverse) 

15 

<400> 18 

cgccacctgc acagatcatg 

<210> 19 
20 <211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer for RACE for hBSSP5 (reverse) 

25 

<400> 19 

gaatcagtgc cggcagtact 



<210> 20 
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<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP5Fl to amplify 
full length hBSSP5 (forward) 

<400> 20 

tgccacgatg ttgctgctca 20 

<210> 21 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP5F2 to amplify 
mature hBSSP5-encoding region (forward) 

<400> 21 

attgtcaacg gggagaatgc 20 

<210> 22 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP5Rl/E to 
amplify full length hBSSP5 (reverse) 



# 
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27 

<210> 23 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as hBSSP5R4 for RT-PCR 
(reverse) 

<400> 23 

cctggcacga ggaggcac *8 

<210> 24 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP5Fl for RACE 
for mBSSP5 (forward) 

<400> 24 

accatgaaca atgacctgac 20 

<210> 25 
<211> 17 
<212> DNA 

<213> Artificial Sequence 



WO 00/31243 



<400> 22 

ggaattcggg tctttaatgg gttgagc 
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<220> 

<223> Designed oligonucleotide primer designated as mBSSP5F2 for RACE 
for mBSSP5 (forward) 

5 <400> 25 

gaatcagtgt cggcagt 17 

<210> 26 
<211> 20 
10 <212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSP5F3 to amplify 
full length mBSSP5 (forward) 

15 

<400> 26 

gaccatctca acaccattcc 20 

<210> 27 
20 <211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer designated as mBSSPSFmature to 
25 amplify mature mBSSP5-encoding region (forward) 



<400> 27 

attgtcaacg gggagaatgc 
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<210> 28 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide 
for mBSSP5 (reverse) 

<400> 28 

atggcatcgg taatgcgtgc 

<210> 29 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer 
for mBSSP5 (reverse) 

<400> 29 

caggtgtttc ccttctggca 

<210> 30 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer 
amplify full length mBSSP5 (reverse) 
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primer designated as mBSSP5. 1 for RACE 



20 



designated as mBSSP5R2 for RACE 



20 



designated as mBSSP5R3/E to 



# 
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<400> 30 

ggaattcgga cagtttagtt gtaggcc 27 

5 <210> 31 

<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

10 <223> Designed oligonucleotide to construct plasmid pTrypHis 
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<400> 31 

aagcttggct agcaacacca tgaatctact cctgatcctt acctttgttg ctgctgctgt 60 
tgctgccccc tttcaccatc accatcacca tgacgacgat gacaaggatc cgaattc 117 

15 

<210> 32 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
20 <220> 

<223> Designed oligonucleotide to construct plasmid pTrypHis 



25 



<400> 32 

gaattcggat ccttgtcatc gtcgtcatgg tgatggtgat ggtgaaaggg ggcagcaaca 60 
gcagcagcaa caaaggtaag gatcaggagt agattcatgg tgttgctagc caagctt 117 
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